arrested for 2 hours in mitosis using nocodazole. Cells were fixed and stained for CREST, KNL1 and GFP. Where indicated an siRNA resistant Zwint-Venus construct was cotransfected with the Zwint RNAi. Note that since both the Zwint and KNL1 antibodies are rabbit polyclonal antibodies we could not co-stain for the two proteins. Scale bar, 5 μm. D)
Supplementary Figure 2. Mutation of the Zwint binding domain on KNL1 delocalizes Zwint from kinetochores.
A) Schematic of KNL1 with indication of the mutations in the Zwint binding domain (ZBD) introduced to generate KNL1 ZBD mut. B) HeLa cells were depleted of KNL1 by RNAi for 48 hours and the indicated KNL1-Venus constructs were co-transfected. Cells were arrested in mitosis with nocodazole for 2 hours before fixation. Fixed cells were stained for GFP, CREST and Zwint. Scale bar, 5 μm. C) The kinetochore levels of Zwint were measured and normalized to the GFP signal. At least 160 single kinetochores from 8 different cells were measured and the mean with standard error of mean is indicated. C) The kinetochore levels of BubR1 were measured and normalized to CREST. At least 160 single kinetochores were measured from 8 different cells and the mean with standard error of mean is indicated per condition.
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